. The sequences ued in our study SNP The SNP position in probes is highlighted in bold, and the mutant allele is highlighted in red and bold.
The PCR reverse primers were used to direct sequencing. The SNP position in probes was highlighted in red and bold.
It was worth noting that LPs used to investigate the positional effect both had the Tm value around 38℃.
The temperature of the probe-enhanced LAMP reactions for these three SNPs was 62℃. The whole reaction time was fixed at 85 min with 10 4 copies of templates.
The ΔTq in the table is the time window between specific amplification and non-specific amplification when amplifying the same template.
The time window obtained by the LP with the SNP at the central was wider than that obtained by the others LP. Measurement time includes amplification and signal readout.
The HRM is short for high resolution melting analysis.
Two-step operation means the amplification and signal readout are separate.
+: few; ++: medium; +++: high When using the wild-type template as the target to be detected, the 11nt LP with the mutant in the center was able to obtain the optimal discrimination compared to other LPs. The result was consistent with the reaction using mutant template (rs3741219 C). The total number of the template was 10 6 copies. The ΔTq was defined as the time gap between the mutant-harboring reaction and the background (0% mutant). As we can see from the column picture, there was a huge time gap (more than 30min) between the positive reaction and the background, which demonstrate the good specificity of the method in detecting the low-abundance target. Corporation, USA) by an initial denaturation at 95 °C for 2 min followed by 40 cycles, each comprising 10 s at 95 °C and 30 s at 60 °C. Then the PCR products were slowly heated over the range from 65 °C to 95 °C, rising 0.1 °C per sec. According to the HRM analysis, different genotypes of MDR1 C3435T and CYP2C19*2 were accurately determined. However, it took more than 1 hour and a half to finish the whole assay; and the high reliance on the sophisticated instrument limited the HRM analysis to the laboratory with specialized facilities. In contrast, the measurement time of PE-LAMP was about 1 hour and less requirement of instrument made it more user-friendly.
